The aim of this study was to develop a new molecular typing method of Salmonella spp. based on the detection of point mutations (Single Nucleotide Polymorphisms or SNPs) in the genome. Several genomic regions (ManB, InvA, pduF) were sequenced in strains isolated from pig, the sequences were aligned and 49 point mutations were identified. A panel of 12 SNPs giving a genotype characteristic of a particular serotype was selected. Until now, thes selected SNPs were unable to distinguish the all strains. Therefore, additional SNPs must be selected.
Introduction: Salmonella enterica is a common cause of foodborne intoxication. Pig is a major reservoir of these pathogenic bacteria. Our previous study indicated that the prevalence on carcasses is around 20 %. Since Salmonella enterica contains many different serotypes of different pathogenicity, epidemiological studies require very powerful tools. Until now, the molecular typing methods include: ribotyping, pulse field gel electrophoresis (PFGE) (Fontana et al., 2003) , Amplified Fragment Length Polymorphism (AFLP) (Hu et al., 2002) , Random Amplification of Polymorphic DNA (RAPD) (Khoodoo et al., 2002) or Multi Loci Sequencing Typing (MLST) (Kotetishvili et al., 2002) . All these methods are undirect ways to study the point mutations occurring in the bacterial genome during evolution. These point mutations (one base replaces another) referred to Single Nucleotide Polymorphism (SNP) that are widely used in eukaryotes as genetic markers. The aim was to select SNPs allowing to distinguish one strain from another by using an automated genotyping method.
Material and methods:
Strains. Three strains of the following serotypes were used: S. thyphimurium, S. thyphimurium copenhagen, S.Livingstone, S. infantis, S. mbandaka, S. london, S. bovismorbificans, S. goldcoast, S. bochum, S. anatum, S. nigeria, S. rissen, S. panama, S. ibadan, S. africana, S. enteritidis, S. odozi, S. virchow, S. babelsberg, S. agona, S. adjame, S. lexington, S. Brandeburg, S. maritzburg. They were all isolated from pig samples (meat, feces). PCR. The DNA was extracted using a commercial kit (Wizard genomic kit, Promega). The PCR primers were selected using the Oligo6 software (Medprobe). The PCR were performed using the following mastermix: ADN (10-100 ng), 1 unit of Taq DNA polymerase (Amersham Biosciences), 2 ml of 10 x buffer (500 mM KCl, 15 mM MgCl 2 , and 100 mM Tris-HCl (pH 9)), 0,2ml of each primers (40 mM), 2 ml of 2 mM dNTPs and sterile pure water up to 20 ml. The cycles used were 1 times 94AEC for 5 min., 40 times (94AEC for 30 sec., OAT (optimal annealing temperature as calculated by the oligo6 software) for 30 sec, 72AEC for 30 sec), 1 times 72AEC for 5 min. The PCR products were purified using ExoSap-IT procedure (Amersham Biossciences). Sequencing. The Purified PCR products were sequenced using upper and lower PCR primers following the DYEnamic ET terminator cycle sequencing kit (Amersham Biosciences). The sequencing products were analyzed by capillary electrophoresis (Megabace 500, Amersham Biosciences). The deduced sequences were aligned using the Clustalw software (http://www.ebi.ac.uk/clustalw/). Genotyping. The PCR products were pooled and diluted ten times with water. Ten microliters were mixed with 5 ml of molecular weight marker (ET-550, Amersham Biosciences). The samples were analyzed by capillary electrophoresis (Megabace 500). The genotypes were deduced using the "Genetic Profiler "software (Amersham Biosciences). 
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ORAL PRESENTATIONS ORAL PRESENTATIONS 49 described SNPs, 12 were selected because they gave a genotype characteristic of the serotype. Allele specific primers were selected (table 2) and a multiplex PCR was performed in order to generate amplicons of different sizes. The mixture of amplicon was then analyzed by capillary electrophoresis. The size gave the selected SNP and the detected color gave the allele present. Nevertheless, the SNPs selected at the moment were unable to discriminate each strain. Therefore, the investigations to look for new SNPs were still running.
Discussion: In order to be able to evaluate the genetic linkage between Salmonella strains, it is important to be able to have a powerful genotyping method. Most of the existing methods were difficult to automate and have problems of repeatability and reproducibility (Bagley et al., 2001) . Since most of the methods were based on the presence of point mutations, we chosen to directly detected the SNPs. The first step was to select SNPs by sequencing some genomic regions in several strains. This approach allowed us to select SNPs that are specific to a particular serotype. An automate genotying method was developed to identify the Salmonella serotype. Nevertheless, it was actually not possible to distinguish the all strains. Therefore, we are investigating other polymorphic genomic regions. We focused our attention to intergenic regions and polymorphic regions selected by RAPD or AFLP. 
